Fixing & Labeling Dissociated Cells

Date: _________________
Important Points:

· Fix Solution: 

· [image: image2.jpg]o
A,

Glutaraldehyde



Paraformaldehyde (PFA) is a polymer of undefined length containing repeats of CH2O.  Glutaraldehyde is a defined molecule with a molecular weight of 100.12g. While both crosslink proteins, glutaraldehyde is much more potent.  The advantage of glutaraldehyde is that it will preserve fine actin structure, the disadvantage is that it can cross links to such an extent that it will interfere with antibody labeling.

· This fixation protocol is based on (Grabham et al., 2003), it is compatible with all antibodies tested and it does a fantastic job of preserving actin.

· If poor labeling is obtained (high background or poor signal), you can try omitting glutaraldehyde in the fix solution and fix on ice for at least 20minutes 
	Solutions

	
	Description
	Recipe

	Fix solution
	4% PFA

0.1% Glutaraldehyde

(Sigma #G6403-100ML)

	□ Dissolve by boiling with regular shaking, 2g PFA in 40ml of dH2O with 70μl 1M NaOH 

□ Add 5ml of 10xPBS 

□ Bring to 50ml with  dH2O

□ Filter to remove polymerized PFA

□ Pre-heat to 37˚C

□ Add 100(l of 50% Glutaraldehyde solution, just before use

	Blocking/Perm 

Solution
	3% HS (or BSA) /0.1% triton X-100
	□ 30μl of HS per ml of PBS 

□ 10μl of 10% Triton X-100 per ml of PBS

	Ab Dilution 

Buffer
	1% HS or BSA in PBS
	□ 10μl of HS per ml of PBS 


Fix and Label:

( Aspirate media

( Add fresh 37˚C gluteraldehyde Fix solution for 30-60 seconds 
( Block with Blocking/Perm Solution for 1hr at RT
( Dilute 1˚ Ab Dilution Buffer (see table for dilutions) and incubate O/N at 4˚C

( Rinse ~3x5min with PBS

( Rinse once for 5min with Ab Dilution Buffer
( Dilute Alexa-coupled 2˚ to ~1μg/ml in Ab Dilution Buffer and incubate for at least 1hr at RT

- Can also include:

· 0.8 U/ml of Phalloidin (Alexa 488 or 546 @ 1:500)
· 1μg/ml Hoechst 33258 (from a 100µg/ml stock in water)  

( Rinse ~4x5min with PBS

( Rinse once, quickly in dH2O (to remove salt)
( Quickly remove excess water by placing bottom edge on a Kimwipe

( Immediately mount on a slide with SlowFade (Invitrogen, S36936)

	( Remove excess with aspirator

1˚ Ab Dilutions

	
	Dilution
	[Stock]
	Supplier

	M α DCCin

(554223)
	1:500
	0.5 mg/ml
	BD Pharm

	M α DCCex

(AF5)
	1:400
	0.2 mg/ml
	Calbiochem

	G α DCC*

(A-20)
	1:500
	0.2 mg/ml
	Santa Cruz

	M α Paxillin
	1:250
	
	

	M α RhoA

(26C4)
	1:100
	1 mg/ml
	Santa Cruz

	R α RhoB

(119)
	1:100
	1 mg/ml
	Santa Cruz

	G α RhoC*

(C-16)
	1:100
	1 mg/ml
	Santa Cruz

	M α Tub2.1
	1:500
	1.2 mg/ml
	Sigma

	MαβTubulin (3F3-G2)
	1 :500
	0.1mg/ml
	Santa Cruz

	M α Vinculin
	1 :500
	
	

	R α Zyxin
	1:500
	
	

	DCC and RhoC Abs from goat, be sure 2˚s are not from goat


( Let dry O/N and immobilize with nail polish the next morning
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http://www.geocities.com/simonwaynemoore/protocols.htm 
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